The standard expression of MSP1D1 1 was adapted from literature. 2 Briefly, the MSP1D1-pET28a plasmids were grown over night in BL21Gold (DE3) cells (Agilent Technologies) at 37°C in double strength YT medium containing 50 μg/ml kanamycin. After induction with 0.3 mM isopropyl-β-Dthiogalactopyranoside, the temperature was decreased to 28°C. The cells were harvested 4 h later, frozen in liquid nitrogen, and stored at -80°C until further use. For purification, cells were resuspended in buffer A (50 mM Tris-HCl, 200 mM NaCl, pH 7.4) containing protease inhibitors (Roche Applied Science) and lysed twice with a French Press. Cell debris was removed by centrifugation (10 000 g, 50 min, 4°C). Imidazole was added to the supernatant to a final concentration of 25 mM. The sample was loaded onto a Ni-NTA column (GE-Healthcare), equilibrated with buffer B (buffer A containing 25 mM imidazole). The column was washed with buffer B, and the protein was eluted with 5 ml buffer C (buffer A containing 250 mM imidazole), followed by 5 ml buffer D (buffer A containing 500 mM imidazole). Fractions containing MSP1D1 were identified by SDS-PAGE. Imidazole was removed by a desalting step (PD10 column, equilibrated with buffer A; GE Healthcare) and concentrated using Vivaspin4 columns (Satorius). The final protein concentration was determined by measuring the absorbance at 280 nm with a NanoDrop spectrophotometer using a calculated extinction coefficient of 21 430 M −1 cm −1 and a calculated molecular weight of 24.793 kDa (ProtParam, ExPASy). Purified MSP1D1 was frozen in liquid nitrogen and stored at -80°C until further use.

